. Inhibition of internalization does not affect Arf1-Q71L-mediated surface expression of core-glycosylated CFTR. HEK293 cells were transfected with plasmids expressing transferrin receptor or CFTR, and a surface biotinylation assay was performed 24 h after transfection. Some cells were treated with dynasore or cotransfected with the dynamin2-K44A plasmid to inhibit the dynamin-mediated internalization of surface proteins. (a) Dynasore and dynamin2-K44A increased the cell-surface expression of transferrin receptor (Rc) (b) Dynasore increased surface expression of band C form of wild-type CFTR; however, did not affect the Arf1-Q71L-mediated surface expression of band B form of wild-type CFTR. (c, d) Surface biotinylation of ΔF508-CFTR. Dynasore (c) and dynamin2-K44A (d) neither induced surface expression of ΔF508-CFTR, nor affected the Arf1-Q71L-mediated surface expression of ΔF508-CFTR. The results of multiple experiments are summarized under each blot. **P < 0.01, n.s.: not significant. (a) Surface biotinylation assays were performed in HEK293 cells after the induction of unconventional secretion of ΔF508-CFTR by GRASP55 overexpression. The cells were pretreated with scrambled or Sec16A-specific siRNAs (100 nM) 24 h before plasmid transfection. A representative surface biotinylation assay is shown. (b) Quantification of multiple experiments (mean ± SEM, n = 3) are summarized. Three different GRASP55 variants (Myc-GRASP55, Myc-tagging at the N-terminus of GRASP55; GRASP55-Myc, Myc-tagging at the C-terminus of GRASP55; and GRASP55 without any tag) induced the cell-surface expression of ΔF508-CFTR, which was significantly reduced by Sec16A silencing. *P < 0.05, **P < 0.01: difference from control.
Figure S5. Cell-surface expression of ΔF508-CFTR induced by a high level of GRASP55 expression.
(a, b) Extracellular loop HA-tagged ΔF508-CFTR was expressed in HeLa cells with a low level (a, 100 ng/mL plasmid transfection) or a high level (b, 400 ng/mL plasmid transfection) of GRASP55-Myc coexpression. CFTR at the cell surface was immunostained with anti-HA antibodies before membrane permeabilization (green), and then the total CFTR was stained with anti-R4 CFTR antibodies after permeabilization (red). Arrowheads indicate surface expression of ΔF508-CFTR. A high level of GRASP55 coexpression induced the cell-surface expression of ΔF508-CFTR. Three independent experiments showed similar results. Scale bar: 5 μm. 
